lentiviruses were cell-surface labelled with biotin, and the streptavidin pull-downs were analysed in Western immunoblotting for VE-cadherin and Tie2. Total cell lysates were analysed for VE-cadherin and Hsc-70. d. BECs were silenced with Scr or two different Tie2 shRNA lentiviruses, and stained for F-actin, ZO-1 and VEcadherin. e. Conditioned media of BECs grown on the Transwell filters was analysed for hAng2 using ELISA. f. LNM-35 migration was analysed across the Transwell inserts in the absence and presence of a BEC monolayer, but in both cases in the BEC conditioned medium. P =0.9 in the absence and P =0.001 in the presence of a BEC monolayer, n=3, Student's T-test. g. BECs were transduced with Scr, Tie2, Ang2#23 Biotinylation of cell surface proteins. shRNA lentivirus transduced BECs were treated with sulfo-NHS-SS-biotin (0.2mg/ml) in Dulbecco's PBS (DPBS) for 30 min at +4 C. The reaction was stopped using 20 mM sodium-2-mercaptoethanesulpnonate (MesNa) in 50mM Tris-HCl pH 8.6, 100mM NaCl for 15min at +4 C, and subsequently changed to 20 mM iodoacetamide in DPBS for 10min at +4 C. After washing with DPBS, the cells were lysed (25 mM Tris pH 7.4, 100 mM NaCl, 2mM
MgCl 2 , 0,5 mM EGTA, 5% glycerol and 1% Triton-X100 supplemented with the protease inhibitor cocktail). The lysates were incubated with Streptavidin-coupled Dynabeads (Life Technologies) for 60 min at +4 C, washed 6x with PBS and boiled in 1xLaemmli sample buffer, and separated in SDS-PAGE. Surface-expressed, biotinylated VE-cadherin and Tie2 were analysed using Western blot.
Protein Expression and Purification
Human angiopoietin-1 and angiopoietin-2 (residues 245-497 and 242-496, respectively) receptor-binding domains were cloned into the pFastBac1 (Invitrogen) baculovirus expression vector with a mellitin signal peptide and a C-terminal Fc-tag.
The extracellular domain (ECD) of human integrin 1 (residues 21-728) was cloned to the pFastBac1 baculovirus expression vector with a mellitin signal peptide and a C- 
